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Online Supplemental Information 1 

Figure S1. Related to Figure 1. 2 

(a) Primary mouse neutrophils were treated with LPS (100 ng/ml) for indicated time 3 

points. Viability was assessed by flow cytometry. n≥6, mean ± SEM. (b) Primary 4 

neutrophils were treated with LPS (100 ng/ml) for 24 h, and supernatants were 5 

analyzed for TNF, IL-6 and IL-1 by ELISA. n≥3, mean ± SEM. (c) In vitro 6 

differentiated and (d) primary neutrophils, primed with GM-CSF (1 ng/ml for 30 7 

min) or left unprimed, were stimulated with LPS (100 ng/ml) for 24 h and viability 8 

was assessed by flow cytometry. n≥3, mean ± SEM. (e) In vitro differentiated 9 

neutrophils were treated as indicated with GM-CSF (1 ng/ml) and LPS (100 ng/ml) 10 

for 6 h. Lysates were assayed by immunoblot. Presented immunoblots are 11 

representative of at least two independent experiments. (f) In vitro differentiated 12 

neutrophils were either primed with GM-CSF (1 ng/ml) or with LPS (100 ng/ml) for 13 

30 min followed by treatment with LPS (100 ng/ml) or ATP (5 mM), respectively. 14 

Supernatants were collected and protein precipitated. Supernatant fractions and 15 

cell lysates were then assayed by immunoblot. Presented immunoblots are 16 

representative of at least two independent experiments. (g) In vitro differentiated 17 

WT and Xiap-/- neutrophils were pre-incubated with Q-VD-OPh (20 M) or TNF 18 

antagonist (10 g/ml) for 30 min, respectively, and subsequently treated with LPS 19 

(100 ng/ml) for 3 h and 6 h. Lysates were assayed by immunoblot. Presented 20 

immunoblots are representative of at least two independent experiments. 21 

 22 

Figure S2. Related to Figure 2. 23 

(a) Primary neutrophils were pre-treated with AT-406 (1 M) for 30 min and 24 

subsequently stimulated with LPS (100 ng/ml) for 24 h. TNF and IL-1 in 25 



XIAP regulates TNF-induced neutrophil death Wicki et al.  

 
 

 2 

supernatants were measured by ELISA. n≥3, mean ± SEM. (b) Primary neutrophils 26 

were pre-incubated either with AT-406 (1 M) or Cp.A (500 nM) for 30 min and 27 

treated with LPS (100 ng/ml) for indicated time points. Viability was assessed by 28 

flow cytometry. n≥3, mean ± SEM. (c) Primary neutrophils were pre-treated with 29 

TNF antagonist (10 g/ml) for 30 min, further incubated with AT-406 (1 M) or 30 

Cp.A (500 nM) and finally stimulated with LPS (100 ng/ml) for indicated time points. 31 

Viability was assessed by flow cytometry. n≥3, mean ± SEM. Same data sets of 32 

untreated control and SM ± LPS are shown in (b) and (c) to facilitate comparison. 33 

 34 

Figure S3. Related to Figure 5. 35 

(a) Primary neutrophils were pre-incubated with Q-VD (20 M) and Nec.1 (20 M) 36 

for 30 min as indicated and further treated with TNF (100 ng/ml) for indicated time 37 

points. Viability was measured by flow cytometry. n≥4, mean ± SEM. (b) Primary 38 

neutrophils were treated with TNF (100 ng/ml) for 16 h. Cells were stained for 39 

active caspase-3/-7 (green) using CellEvent Caspase-3/-7 Green Detection 40 

Reagent and PI (red). Presented images are representative of at least two 41 

independent experiments. Additionally, stained cells were analyzed by flow 42 

cytometry. (c) In vitro differentiated WT and Xiap-/- neutrophils were treated with 43 

indicated concentrations of TNF. Viability was assessed by flow cytometry. n≥3, 44 

mean ± SEM. (d) In vitro differentiated WT and Xiap-/- neutrophils were pre-treated 45 

with either AT-406 (1 M) or Compound A (500 nM) for 30 min and incubated with 46 

indicated concentrations of TNF. Viability was assessed by flow cytometry. n≥3, 47 

mean ± SEM. Same data sets of untreated control from Fig. S1a (primary 48 

neutrophils) or Fig. 1a (in vitro differentiated neutrophils) are included. 49 

 50 
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Figure S4. Related to Figure 6. 51 

(a) Primary neutrophils were primed with GM-CSF (1 ng/ml) for 30 min and then 52 

treated with TNF (100 ng/ml) for indicated time points. Viability was measured by 53 

flow cytometry. n≥3, mean ± SEM.  54 

  55 
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